. Two patches of conserved aromatic and basic residues near the C-terminus of CsfB, typical targets for trypsin-like and chymotrypsin-like proteases, were selected for mutation.
SUPPLEMENTAL TABLES S1-S5
Mutations were based on the proteolytic-halting charge principle and proline concept, as well as conservative mutations and classic alanine substitutions (Fellinger et al., 2008; Markert et al., 2003; Pace and Scholtz, 1998) . Eight constructs were successfully expressed, but SDS and native PAGE gels from purification were inconclusive. Three constructs were taken forward to be assessed by electrospray ionization mass spectrometry ( Figure S1 ) and NMR HSQC ( Figure S4 ) for protein length and stability, two of which were found to be full-length and stable over time (A48P and A48E). CsfB A48E , which was found to have comparable activity to wild-type CsfB in vivo ( Figure S2 ), was used for future studies. All strains are isogenic with the prototrophic wild type strain PY79 (Youngman et al., 1984) b Antibiotic resistance genes are referred to as follows: cat (chloramphenicol), erm (erythromycin plus lincomycin), kan (kanamycin), phleo (phleomycin), spc (spectinomycin), and tet (tetracycline). c For information on the sources of gene deletions, reporter genes, and other constructs, see Plasmid construction and Strain construction sections of the STAR Methods for details.
